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AUSTRALI AN QUARANTI NE REQUI REMENTS FOR THE | MPORTATI ON OF
BOVI NE EMBRYOS FROM THE UNI TED STATES COF AMERI CA

1. GENERAL

1.1 Each consi gnment of bovine enbryos nust be acconpani ed by a copy of a
valid Pernmit to Inport senmen/enbryos into Australia obtained, prior to
t he export of the enbryos, fromthe Australian Quarantine and | nspection
Service (AQS) office in the State of Australia to which the inportation
is to be made.

1.2 Each consi gnment nust be acconpani ed by an Aninmal Health Certificate
whi ch confornms to the tenplate shown at Attachment 1. It nust be in
Engl i sh and signed by both the Enmbryo Coll ecti on Team Veterinarian and
an Official Veterinarian. The Team Veterinarian nust be registered with
the United States Department of Agriculture (USDA) as approved to
col l ect enbryos for export. An Oficial Veterinarian is a civil service
veterinarian or a specially appointed veterinarian as authorized by the
USDA to certify on behalf of the US Federal Governnent.

The enbryos nust be fertilized in vivo, collected and processed by a
USDA approved enbryo coll ection team and nmeet the requirenments specified
in Section 2 of this docunent. This nust be certified under V.

Sanitary information in the Aninmal Health Certificate.

The Certificate nmust be stanped on each page with an Official stanp.
***NOTE: The certificate to be used is included in this document.

1.3 The requirements in Section 2 of this docunent are the mininum
requi rements for inportation into Australia. Different zones of
Australia have different animal health status and State or Territory
veterinary authorities may require further testing or certification for
certain diseases before nmovenment into a specific zone

1.4 Rel evant Worl d Organi zation for Animal Health (O E) International Aninal
Heal th Code (O E Code) Articles defining disease freedom and O E Code
Appendi ces relating to collection and processing of bovine enbryos are
at Attachment 2.

1.5 Al sanples collected for diagnostic tests, all collections of enbryos
and all servicing of storage containers prior to export nust be
performed under the direct supervision of either the Team Veterinarian
or the Oficial Veterinarian. The program may be subject to direct
audit by AQ'S at any tine during the collection period

1.6 The final identification and placenent of the enbryos into new, unused
liquid nitrogen in a new or properly disinfected container prior to
export of the enbryos to Australia nust be performed under the
supervision of an Oficial Veterinarian

1.7 The enbryos nust be shipped to the Australian inporter care of AQ S.

1.8 Conditions of inportation may be varied or reviewed at any time at the
di scretion of AQ'S

2. CERTI FI CATI ON

The Animal Health Certificate nust attest under V. Sanitary |Information,
t hat :
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The United States of Anerica is recognized by the OE as a foot-and-
nmout h di sease (FMD) free country where vaccination is not practiced, and
neets the O E Code Article definitions for country freedom from

- rinderpest (Article 2.1.4.2)

- contagi ous bovi ne pl europneunpnia (Article 2.1.6.2)

- lumpy skin disease (Article 2.1.7.2)

- Rift Valley fever (Article 2.1.8.2), and

- bovi ne spongi form encephal opathy (BSE) (Article 3.2.13.2).

None of the male of fenmal e donors has resided in the United Ki ngdom

If froma country with a | ow incidence of BSE each donor (both male and
femal e):

- was born after the prohibition in that country, on feeding to

rum nants ani nal feeds containing tissues originating fromruni nants;

- has not been resident, since weaning, on a property or prenises on
whi ch neat neal was fed to rum nants since the respective donor was

bor n;

- has not originated from or been part of, a herd in which there has
been a confirmed case of BSE

- is not the offspring of a BSE suspect or affected dam

Each femal e donor had been continually resident and free from any
quarantine restrictions in the United States of Anerica (USA) or Canada
for at | east 90 days immediately prior to the first collection of
enbryos.

Each femal e donor was inspected by the Team Veterinarian or an Oficia
Veterinarian on each day that enmbryos were collected for this

consi gnnent and was found to be free fromsigns of infectious or
cont agi ous di sease.

Bovi ne pestivirus (BVD) testing

Each femal e donor gave a negative result to one of the followi ng tests

for bovine pestivirus using a blood speci men taken between 30 and 14

days imedi ately prior to enbryo collection

El THER

- an antigen capture enzyne-linked i munosorbent assay (ELISA) on

peri pheral bl ood | eucocytes,

OR

- a nmonocl onal imunoperoxidase (I P) or other virus isolation test
on bl ood or serum

Bovi ne tuberculosis is conpulsorily notifiable in the USA

During the 180 days inmmediately prior to and during enbryo collection
the herds in which each fenale donor resided were officially free from
bovi ne tubercul osis as defined by OE Code Article 3.2.3.1., and/or
Accredited (tuberculosis free) by the USDA

Vesicul ar stomatitis was not reported within 80 kilonmeters of the

prem ses where the male or femal e donors resided during the period from
two nonths prior to the first collection for this consignment until one
nmonth after the final collection for this consignnent.

The senen used to produce the enbryos in this consignment was free from

quarantine restrictions and was:

El THER:

- collected at a semen collection center which conplies with “CSS
(Certified Semen Services) M ninmm Requirenments for Disease
Control of Semen Produced for Al.”

OR
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- conplied with the mnimum health standards for senen inported into
t he USA.

Al'l the enmbryos in this consignment were fertilized in vivo, collected,
processed, identified, stored and transported in accordance with Code
Appendi x 4.2.3.1., by an enbryo collection team which nmet the Code
conditions and was approved, at the time of collection, by the USDA for
the collection of enbryos for export. The enmbryos were treated with
trypsin during the washing process as described in Section IV Chapter 2
of the | ETS Manual

The enbryos in this consignnent were

El THER

- not subjected to m cronmanipul ati on invol ving breaching of the zona
pel lucida and all had intact zona pellucida at the time of storage
OR

- or met the conditions laid out in Code Appendix 4.2.3.5. for

m cr omani pul at ed enbryos.

The enbryos in this consignnent have been stored:

- only with other enbryos or senen collected for export to Australi a;
- in sealed containers;

- since the end of the collection period until export in an approved
secure place.

The enbryos were identified and placed into new, unused |liquid nitrogen
in a new or properly disinfected container for export under the
supervision of an Official Veterinarian. The container was seal ed and
t he nunber or mark on the seal recorded on the certificate prior to
export.

| MPORTERS/ AGENTS RESPONSI BI LI TI ES

It is the prerogative of the inporter to arrange for any other health
certification or testing of donors (eg for inherited di seases or genetic
defects or for novenent of animals or genetic material into certain
zones in Australia).

The inmporter must nominate a person who will be accessible to AQ S and
who will accept responsibility for ensuring that all inport requirements
are met and for Custons clearance and Quarantine inspection and

cl earance in Australi a.

POST ARRI VAL

The consignment will be held by AQ S until a Quarantine Oficer has
checked the certification and conducted an audit of the contents of the
shi ppi ng cont ai ner.

In the event of a consignnent arriving in Australia w thout the correct
certification, with the seals on the transport containers broken or in

any other way not having nmet these requirenments, the consignnent may be
retained in quarantine, returned to the country of origin or destroyed

wi t hout reconpense.



Health Certificate #

(Vdid only if USDA Veterinary Sedl appears here)

ANl MAL HEALTH CERTI FI CATE

| mport Pernit Nunber:
Speci es and Category: BOVI NE EMBRYOS

| mporting Country: AUSTRALIA

Exporting Country: UN TED STATES OF AMERI CA

M ni stry/ Departnent of: AGRI CULTURE
Service: APHI'S, VETERI NARY SERVI CES
Regi on/ Di strict/Province/ St at e:

l. I nformati on concerni ng each donor

a) Cows:
Br eed:
Herd book nunber:
I dentification:
Herd of origin:

b) Bul | s:
Br eed:
Herd book nunber:
I dentification:
Herd of origin:

. I nformati on concerning enbryos and senen from each donor:

Enmbryos: Senen:
Dat es of coll ection: Date of collection:
Nunber of enbryos: Nunber of straws:
Nunber of straws: Straw i dentification:

Straw identification:
[11. Oigin of the enbryos:

Exporter Name:
Addr ess:

Regi st ered nane of the approved enbryo collection team
Nanme and address of prem ses at which enbryos collected:

V. Destination of the enbryos

Consi gnee Nane:
Addr ess: c/o Chief Quarantine O ficer (Animals)
[State of Inport]

V. Sanitary I nformation

The undersi gned enbryo col |l ection/production teamveterinarian and the
undersigned Official Veterinarian certify in respect of the donor animals
described in part I1(a) of this certificate, and in respect of the bovine
enmbryos/ oocytes described in part Il of this certificate, that:

1. The United States of Anerica is recognized by the OE as a foot-and-
nout h di sease (FMD) free country where vaccination is not practiced,

and



Health Certificate #
(Vdid only if USDA Veterinary Sedl appears here)

nmeets the O E Code Article definitions for country freedom from
- rinderpest (Article 2.1.4.2)

cont agi ous bovi ne pl europneunonia (Article 2.1.6.2)

- lunpy skin disease (Article 2.1.7.2)

- Rift Valley fever (Article 2.1.8.2), and

- bovi ne spongi form encephal opathy (BSE) (Article 3.2.13.2).

None of the nmale of fermal e donors has resided in the United Kingdom

If froma country with a | ow incidence of BSE each donor (both male and
femal e):

- was born after the prohibition in that country, on feeding to

rum nants ani mal feeds containing tissues originating fromrum nants;

- has not been resident, since weaning, on a property or premnises on
which neat nmeal was fed to runinants since the respective donor was
bor n;

- has not originated from or been part of, a herd in which there has
been a confirned case of BSE

- is not the offspring of a BSE suspect or affected dam

Each femal e donor had been continually resident and free from any
quarantine restrictions in the United States of Anerica (USA) or Canada
for at least 90 days immediately prior to the first collection of
enbryos.

Each femal e donor was inspected by the Team Veterinarian or an Oficia
Vet erinarian on each day that enbryos were collected for this

consi gnnent and was found to be free fromsigns of infectious or
cont agi ous di sease.

Bovi ne pestivirus (BVD) testing:

Each femal e donor gave a negative result to one of the followi ng tests
for bovine pestivirus using a bl ood specinmen taken between 30 and 14
days i mediately prior to enbryo collection: (deletethatwhichis notapplicable)

EITHER:

- an antigen capture enzyme-linked immunosorbent assay (ELISA) on
peripheral blood leucocytes: Date of test:
OR

- a monoclonal immunoperoxidase (IP) or other virus isolation test on blood or
serum: Date of test:

Bovine tuberculosis is compulsorily notifiable in the USA.

During the 180 days immediately prior to and during embryo collection, the
herds in which each female donor resided were officially free from bovine
tuberculosis as defined by OIE Code Atrticle 3.2.3.1., and/or Accredited
(tuberculosis free) by the USDA.

Vesicular stomatitis was not reported within 80 kilometers of the premises where
the male or female donors resided during the period from two months prior to the
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Health Certificate #
(Vdid only if USDA Veterinary Sedl appears here)

first collection for this consignment until one month after the final collection for
this consignment.

The semen used to produce the embryos in this consignment was free from

guarantine restrictions and was: (delete that which is not applicable)

EITHER:

- collected at a semen collection center which complies with “CSS
(Certified Semen Services) Minimum Requirements for Disease Control of
Semen Produced for AL”

OR

- complied with the minimum health standards for semen imported into the
USA.

All the embryos in this consignment were fertilized in vivo, collected, processed,
identified, stored and transported in accordance with Code Appendix 4.2.3.1., by
an embryo collection team which met the Code conditions and was approved, at
the time of collection, by the USDA for the collection of embryos for export. The
embryos were treated with trypsin during the washing process as described in
Section IV Chapter 2 of the IETS Manual.

The embryos in this consignment were: (delete that which is not applicable)

EITHER

- not subjected to micromanipulation involving breaching of the zona
pellucida and all had intact zona pellucida at the time of storage

OR

- or met the conditions laid out in Code Appendix 4.2.3.5. for
micromanipulated embryos.

The embryos in this consignment have been stored:

- only with other embryos or semen collected for export to Australia;

- in sealed containers;

- since the end of the collection period until export in an approved secure place.

The embryos were identified and placed into new, unused liquid nitrogen in a
new or properly disinfected container for export under the supervision of an
Official Veterinarian. The container was sealed and the number or mark on the
seal is as follows:

Team Veterinarian:
Signature: Date Issued:




Health Certificate #
(Vdid only if USDA Veterinary Sedl appears here)

Name and address:

Endorsing Federal Veterinarian

Signature: Date endorsed:
(Valid only if USDA Veterinary Seal appears over signature)

Name and address:




Attachment 2
OIE Code Articles

Article 2.1.4.2 RINDERPEST

Rinderpest: free country

A country may be considered free from rinderpest when it has been shown that rinderpest has not
been present for at least the past three years.

This period shall be six months after the occurrence of the last case for countries in which a
stamping-out policy is practiced, with or without vaccination against rinderpest.

Article2.1.6.2 CONTAGIOUS BOVINE PLEUROPNEUMONIA (CBPP)

CBPP:_free country

A country may be considered free from CBPP when it has been shown that CBPP is not present
and that one year has elapsed after the occurrence of the last case for countriesin which a
stamping-out policy is practiced.

Article 2.1.7.2. LUMPY SKIN DISEASE (LSD)

LSD: free country

A country may be considered free from LSD when:

1) LSD is notifiable in the country;

2) no case of LSD has been confirmed for at least the past three years.
Article 2.1.8.2 RIFT VALLEY FEVER (RVF)

RVFE: free country

A country may be considered free from RVF when RVF is compulsorily notifiable, when no case,
either clinical or serological, has been confirmed for the past three years and when the country has
not imported any susceptible animals from a country considered infected with RV F during this
period.

Article 3.2.13.2. BOVINE SPONGIFORM ENCEPHALOPATHY (BSE)

BSE: free country

Countries may be considered free of BSE if:
1) there has been no clinical case of BSE, the disease is notifiable, and an effective and
continuous surveillance and monitoring system is practiced; or



2) all cases of BSE have been clearly demonstrated to originate directly from the importation
of live cattle from countries where BSE has been reported, provided that the diseaseis
made notifiable and suspect animals are daughtered, investigated and, if diseaseis
confirmed, completely destroyed and an effective and continuous surveillance and
monitoring system is practiced.

Article 4.2.3.1 THE COLLECTION AND PROCESSING OF BOVINE EMBRY OS/OVA
A. AIMS OF CONTROL

The purpose of official sanitary control of embryos/ova intended for movement internationaly, is
to ensure that specific pathogenic organisms which could be associated with embryos/ova are
controlled, and the risk of infection being transmitted to recipient animals and progeny is reduced
to an acceptable level.

The disease situation between exporting and importing countries may be smilar or dissimilar, and
national prophylactic programs can vary widely, as can vaccination and testing requirements.
Thus, exporting and importing countries may have different conditions for the approval of embryo
collection teams and associated processing laboratories. For these and other reasons, the
Appendix covers the main sanitary conditions under which embryos/ova may be collected,
processed and transported.

B. GENERAL CONDITIONS

The Veterinary Administration should ensure that the general conditions relating to animal health
set out in the following paragraphs are followed for the international movement of embryos/ova.

1. Embryo collection team
Embryo collection team means a group of competent technicians including at least one
veterinarian to perform the collection, processing and storage of embryos. The following
conditions should apply:

a) This team should be supervised by ateam veterinarian.

b) The team veterinarian is responsible for al team operations which include sanitary
handling and surgery of donors and disinfection and hygienic procedures.

C) The team veterinarian should be specificaly approved for this purpose by an Officia
Veterinarian.

d) Team personnel should be adequately trained in the techniques and principles of disease
control. High standards of hygiene should be practiced to preclude the introduction of
infection.

€) The collection team must have adequate facilities and equipment for:

- collecting embryos;
- processing and treatment of embryos at a permanent site or mobile laboratory;
- sorting embryos.

f) Asthese facilities are not necessarily at the same location, the collection team must keep a

record of its activities which must be maintained for inspection by the approving authority



9)
h)

2.

for a period of two years after the embryos have been exported.

The collection team should be subjected to regular inspection to ensure compliance with
sanitary collection, processing and storage of embryos.

The collection team must not operate in an infected zone unless the disease in question has
been listed by the International Embryo Transfer Society (IETS) in category one*.

Processing laboratories

The processing laboratory may be mobile or permanent. It is a premises in which embryos/ova are
recovered from collection media, examined, washed, and subjected to any required treatments
before freezing, storage, and quarantine pending results of health control tests.

A permanent laboratory may be part of a specifically designed collection and processing unit, or a
suitably adapted part of an existing building. It may be on the premises where the herd of donor
animalsiskept. In either case, the laboratory should be physically separated from animals. Both
mobile and permanent laboratories should have a clear separation between dirty areas (animal
handling) and the clean processing area.

a)
b)

0)
d)

4.

The laboratory should be under the direct supervision of the team veterinarian and
regularly inspected by an Officia Veterinarian.

While embryos/ova for export are being handled prior to storage in ampoules/straws, no
embryos/ova of lesser health status should be processed.

The laboratory should be protected against rodents and insects.

The processing laboratory should be constructed with materials which permit its effective
cleansing and disinfection. This should be done following each occasion on which
embryos are processed.

The laboratory must not be situated in an infected zone (foot-and-mouth disease,
rinderpest).

Donor animals

At the time of collection, donor animals should be clinically inspected by the team
veterinarian and confirmed to be free of contagious and infectious diseases transmissible to
cattle.

The herd of origin must be free of clinical signs of foot-and-mouth disease, rinderpest, and
contagious bovine pleuropneumonia and must not be Situated in an infected zone (foot-
and-mouth disease, rinderpest) for the 30 days before and after collection, unless the
disease in question has been listed by the IETS in category one.

The Veterinary Administration should have knowledge of, and authority over, the herd of
origin of the donor animals.

The donor animals should not have been imported from another country during the
previous 60 days and should have been in the herd of origin for at least 30 days.

The owner of donor animals should sign a statement that to the best of his knowledge the
donors are free of any known genetic defects and not associated with such defectsin close
relatives.

Testing of donor animals and embryos/ova

There are two main approaches to ensuring embryos/ova are free of pathogenic organisms. The
traditional method is based on the testing of donor animals over extended periods of time and is



applied only to diseases not listed in category one and determined on the basis of their
pathogenesis to pose more than a negligible risk of transmission by embryos. The checking of
paired sera and the reapplication of other tests may be required after normal incubation periods to
determine the health status of donors. The other method is based on recent well-documented
work which identifies the high measure of freedom from specified bacteria and viruses of
embryos/ova which have been processed in accordance with the IETS Manual. It obviates long
periods of isolation and repeated testing of donor animals and some of the inequities of testing of
serum samples to determine disease status, provided they satisfy the basic criteria set out in
paragraph 3 of this Appendix.
a) Traditional method
) Testing of live donors by bilateral agreement:
The holding of frozen embryos/ovain flasks of liquid nitrogen for periods which cover the
normal incubation period of those diseases of concern to an importing country provides
the opportunity to test sera at/or prior to and after collection from donor animals.
i) Semen used to inseminate donor animals artificialy or fertilize ova should meet the
health requirements and standards set out in Appendix 4.2.1.1. and 4.2.1.2.
When frozen semen used to inseminate donor animals was collected from bulls no longer
living and when the health status of the bulls concerning a particular infectious disease or
diseases was not known at the time of collection, additional tests may be required of the
inseminated donor female after ovalembryo collection to verify that these infectious
diseases were not transmitted. An aternative may be to subject the semen to testing.
Where natural service or fresh semen is used, sires should meet the same health
reguirements as donor females.
b) New method: processing of embryos/ova
The zona pellucida of each embryo/ovum must be examined over its entire surface area at not less
than 50X magnification and certified to be intact and free of adherent material. The embryos/ova
must be washed according to the IETS Manual and have intact zona pellucida before and after
washing. Only embryos/ova from the same donor should be washed together. All shipments of
embryos/ova must be accompanied by a statement signed by the team veterinarian in charge of the
processing certifying that these examinations have been completed.

5. Collection and storage of embryos/ova

aMedia
Any biological product of animals origin used in the collection, processing, washing or storage
should be free of living micro-organisms. Media and solutions used in the collection, freezing,
and storage of embryos/ova should be sterilized by approved methods according to the IETS
Manual and handled in such a manner as to ensure that sterility is maintained. Antibiotics should
be added to collection, wash and storage media according to the IETS Manual.
b) Equipment
All equipment used to collect, handle, wash, freeze, and store embryos/ova should be sterilized
prior to use according to the IETS Manual.

6. Optional tests and treatment
a) The examination of the embryos/ova, collection of washing fluids can be requested by an
importing country. Tests may be carried out on these fluids to confirm that the degree of



quality control of the collection team is at an acceptable risk level:
i) Embryo/ova
Where embryos are being collected exclusively for export, al non-fertilized ovaand
degenerating embryos collected from a donor should be washed according to the IETS
Manual and pooled for possible testing.
i) Collection fluids
The collection fluid should be placed in a sterile container, such as a measuring cylinder,
and allowed to stand undisturbed for one hour. The supernatant fluid should then be
removed and the bottom 100 ml, along with accumulated debris, decanted into a sterile
bottle. If afilter isused in the collection of embryos/ova, then any debris that is retained
on the filter must be rinsed into the 100 ml of retained fluid.
iii) Washing fluids
The last four washed of the embryos/ova (washes 7, 8, 9, and 10) should be pooled (IETS
Manual).
iv) Samples
The samples referred to above should be stored at 4°C and tested within 24 hours. If this
is not possible, then samples should be stored frozen at least -70 degrees Celsius.

b) Treatment of the embryos/ova with the enzyme trypsin may be required. This treatment
should be carried out according to the IETS Manual.

C) Only embryos/ova from one donor should be processed simultaneousdly.

7. Storage, quarantine and transport

a) The embryos/ova should be stored in sterile ampoules/straws in sterilized liquid nitrogen
containers under strict hygienic conditions at a storage place, approved by the Veterinary
Administration of the exporting country, where no risk of contamination of the
embryos/ova can occur.

b) Only embryos/ova from the same donor should be stored together in the same
ampoule/straw.

C) Ampoules/straws must be sealed at the time of freezing and should be labelled according
to the IETS Manual. The liquid nitrogen container should be sealed prior to shipment.

d)Embryos/ova should be frozen in fresh alcohol or liquid nitrogen and stored in fresh liquid

nitrogen in sterilized flasks.

€) Stored embryos/ova must not be exported until health certification is completed.

* Based on available research and field information the IETS has placed the following
disease/disease agents of cattle in category one: enzootic bovine leucosis, foot-and-mouth disease,
bluetongue, Brucella abortus, infectious bovine rhinotracheitis (trypsin treatment required). This
indicates that sufficient evidence has occurred to show that the risk of transmission is negligible
provided that the embryos are properly handled** between collection and transfer.

** Manual of the International Embryo Transfer Society, 1990.

Appendix 4.2.3.5 COLLECTION AND PROCESSING OF MICROMANIPULATED BOVINE
EMBRY OS



Appendix 4.2.3.1. coversthe officia sanitary control measures for the international movement of
intact bovine embryos, but it does not apply to embryos/ova which have been subjected to sexing,
splitting (twinning), cloning (nuclear transplantation) or other manipulations which interfere with
the integrity of the zona pellucida. Such embryos are subsequently referred to here as
“micromanipulated embryos/ova’.

To bring micromanipulated embryos/ova within the scope of the above mentioned Appendix the
following conditions shall apply.

A. GENERAL CONDITIONS

The Veterinary Administration should ensure that the general conditions for animal health set out
in the following paragraphs are adhered to for the international movement of micromanipulated
embryos.

a) Prior to any micromanipulation which involves breaching of the zona pellucida, all
embryos/ova must be collected and processed according to the sanitary conditions laid
down in Appendix 4.2.3.1.

b) Responsibility for the embryos/ova must remain with the embryo collection team, and al
processes involving micromanipulation should be carried out in an approved processing
laboratory under supervision of an approved team veterinarian (see paragraphs B1 and B2
of Appendix 4.2.3.1.).

C) Donor animals must comply with the conditions laid down in paragraph B3 of Appendix
4.2.3.1. and the criteriafor testing and/or other methods to ensure that embryos/ova are
free of pathogenic organisms are as described in paragraph B4 of that Appendix.

d) All embryos to be micromanipulated must be washed according to the protocols laid down
in Chapter 11 of the IETS Manual (1990) and they must be observed to have intact zonae
pellucidae before and after washing. Only embryos/ova from the same donor female
should be washed together at the same time. After washing but before micromanipulation
the zona pellucida of each embryo/ovum should be examined over its entire surface area at
not less than 50X magnification and certified to be intact and free of adherent material.

€) If surrogate zonae are used, they should be of bovine origin and derived and treated in the
same manner as other zonae prior to micromanipulation.

B. PROCEDURES FOR MICROMANIPULATION

a) Media

Any biological product of animal origin used in the collection, washing, treatment,
micromanipulation, culture, storage or transport of the embryos/ova should be free of living
micro-organisms. All media and solutions which are used should be sterilized by approved
methods according to the IETS Manual, and should be handled in such a manner as to ensure that
sterility ismaintained. Antibiotics should be added to the media as recommended in the IETS
Manual.

b) Equipment

Separate equipment should be used to micromanipulate embryos/ova from different donor animals
for whatever purpose and must be sterilized prior to use in accordance with recommendationsin



the IETS Manual.

C) Nuclel for transfer

Where it isintended to transplant nuclei derived either from the blastomeres of morula-stage
embryos or from stem cells derived from pre-hatching stage (i.e. zona pellucida intact) embryos,
the parent embryos from which those nuclei are derived should fulfil the conditions of this
document. Similarly, where it is intended to transplant a nucleus beneath the zona pellucida for
fusion with an enucleated oocyte, that oocyte should be collected, cultured, and manipulated and
the resulting embryo culture according to recommendations presented in this Appendix, or in
Appendix 4.2.3.4.

C. OPTIONAL TESTSAND TREATMENTS

The importing country may request that tests* be carried out on certain samples, or that
embryos/ova are treated to ensure that specified pathogenic organisms are absent.

a) Samples

Samples to be treated may include those referred to in paragraph B6 of Appendix 4.2.3.1.
Samples collected after micromanipulations are unlikely to require testing if the foregoing
conditions are met.

b) Treatments

Treatments of embryos/ova with substances such as the enzyme trypsin or other substances
proven to inactivate or remove pathogenic organisms and that are harmless to the embryo may be
requested, but these al'so should be applied prior to any micromanipulation, and according to the
IETS Manual.

D. STORAGE, QUARANTINE AND TRANSPORT
Micromanipulated embryos/ova should be stored, quarantined and transported according to the
conditions laid down in paragraph 7 of Appendix 4.2.3.1. Health certification documents should

contain full details of all micromanipulations, and where and when they were carried out.

* |f the samples mentioned above in paragraph 3 are to be tested for pathogenic agents, then the
microbiological techniques in current use for those agents would be appropriate.



